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nrn ftP^Tr^^^F"'' vT^ADiMm ? TORCHILIN 
I Dr Vladimir P. Torchilin, declare as foUows. 

1 I am an inventor of the subject maner claimed in the patent application referenced 
above. lamalsoaPTofessorin^andtheChairmano^thcDepartmentofPhannac^ 

of Noitheastem University in Boston, Massachusetts. 

2. mdatapresentcdherewereobtainedfiomstudiesthatUonductedorthatwe^ 

conducted under my supervision. 

3 Thedataprescntcdhereindicatethatwecaninhibitmalignantcellgfowthin 

laammals at risk for such growth by administering nuclcosomes. Our data further indicate that 
we can inhibit malignant cell growth even if anti-nuclear autoantibodies (ANAs) are already 
present in the mammals when the nuoleosomes are administered. 

4. We tested the aWlity of nuoleosomes to inhibit tumor growth by administering 
nucleoscmiestonudemiceandthenadminist«ingtumoTcellsfromoncoftwotumo^ 
Na.fl82orPC.3. Wc prepared the nuclcosomes ftom minced, homogenized rat livers usmg a 
standard procedure (Wassaiman and ^omMetkods inEraymohgy. 204:314-317, 1995), and 
we administered 50 ^g of nudeosomes in 100 jil of saline to each mouse by subcutaneous 
injection. Thenuc!eo5omeswereadministeredthreetimes,onceevctytwoweeks. Betweenthe 
second and third immunizations, we subcutaneously ii^ected approximately 10 mflhon mmor 
cells into the left flank of each animal in the treatment group C tbe nucleosome^ed animals-O. 

5. WemeasuredtheteveUofANAainthenucleosbme-treatedanimalsapproximaiely 

every five days, begimiing on the day the animals received the first dose of nuoleosomes. We 
also measured the levels of ANAs In the blood of comparable mice that were iqjected with tumor 
cells but not with nudeosomes ("the control animals"). ANAs weie present in the diculation of 
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boththenucleosome-waiedaiitaalsandthecootrol^ At the initial measutemoU, the 
ANA tiire in the mKleosome-tieaied animals and the CQT.trol animals was essentially ^ same. 
Over time, the ANA titre in the nucleosome-treated animals increased about five-fold. ANAs 
remained detectable in control animals at about, or somewhat above, their initial level. THese 
resultse^picsentedgraphicallyinFigarel. Along tbe time line ofthe X-axis, the three fiUed 
arrows maik the adm«is«ition of nucleosomes to the nuclecsome^ted animals and the open 
arrow madcs the administration of tumor cells to both &e nucleosomctteated animals and the 
control animals. ANA leveU in the nucleoaome-treatedaniinaU are represented by daA 
(upper line) and ANA levels in the control animals are tcpiesented by Ughte^ 

line). 




Figure 1 



$. We measured the volume of the tumor (in mm^ ai various times after tiie tumor cells 
were injected and. after sacrificing the animals, we removed the tumon and weighed them (in g). 
The average volume and average weight of (he nnnois m the nucleosome^reated ammala was 
consistently less than the average volume and average weight of the wmors in the control 
animals. The results were similar regardless of whedier the hanor grew &om NQ-HSZ tumor 
ceUs (see Figure 2) or PC-3wmor cells (see Figure 3). la each case, the lighter lines and bars 
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,epr«e«tl«T«ultsweobddnedwittithecanlrol«^^^ 
the lesttlts we obtained with the nucleosome-treated animals. 




Figure 2 




Figure 3 (arrows on the left-hand panel indicate the nucleosomc injections) 

7. A parametric t-test for two independent samples was used to estimate the significance 
of differences between the results we obtained with the nucleosome-treated animals and the 
results we obtained with the control animals. 

8. Based on the results we obtained in a well-accepted animal model of tumor 
prophylaxis, I concluded that one could Inhibit malignant ceB growth in a mammal at risk for 
such ffowh by administration of audeosomcs. ANAs were present in both the nucleosome- 
treated animala and the control animals at the begimiing of the study. When those level* were 
boosted by administration ofnucleosomeB.maBgnantcen growth was ihto^^ Whcnthose 
levels remained at or around their natural baseline, the animals (here, the control animals) were 
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not protected ftom malignant cell growth (or were not protected nearly as well as ihe 
nueleosome-treated animals). 

I hereby declare that all statements made herein of my own knowledge ate true and than 
all statements made on information and belief are beUcved to be true; and further that these 
3mteiii«nts were made with the knowledge that willfUl false statements and the like so made are 
puniahableby nne or impiisomnent, or both, under Section 1001 of Title 18 of the United Slates 
Code and that such wUlful false statements may jeopardize (he validity of the application or any 
patents issued thereon. 

n»TM; 3'2l'0^ 

21013t07.doe 
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